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Gonadal steroid synthesis in the Virginian opossum, Didelphis nuirsupiaLls. By B*t*tr 
7*^* Natax*us g f Suotbriw, Jdaw Gbabjss. and A. V. INCAXBAiniov. n^ar^m of 
i^TT B ™Tl °X A *™ m * £L Laboratory, Untotreity of J^nois at Urtcmc^hammaign, 

Q^^P TaOSF^^"* 7 * ^ BU70id Bi0 ° Timi3tr V> University of Glasgow* Royal Inftrwry, 

Prevwjs]y t we how showxi that, although opossum ovaries d days after Irrteinization eyn- 
ttieaiiaed progesterone m vitrv, and converted p^ragnonolon© and C^obolesterel Into [^pro- 
gesterone, they did not incorpomc p^cotate into progesterone (Cook & Nalbaadov. 1968). 
fo^^l m<nrp ^' >S1CAl "S^sawn of the corpus luteum of the opossum begins on day 7 fR*w^„ 
192B) , the posmbility was examined that lack of acetate Incorporation was due to senescence 
Qvwies were luteinized by injection of pregnant-mare serum gonadotrophs followed 72 h later 
by injection of hTrman chorionic gonadotrophin (HCG). Pairs of animals ware killed 0 0-6 I 1-5 
2»3 ? 4 and 6 days after HC& injection. Ovarian slices ^ere incubated in one of four rabstrates i 
C«QJacet»to (witft and without gtaooae), [*H]choIesterol or PBQptegnenoW. At no time was 
l"CT|acetate incorporated into progesterone. At day 0, progesterone concentration in the tissue 
aflermct^atxon, wag about 300 ng/mg. At day l-f> it dropped to 140 ng/mg, on day 4 a rose' 
to^OO ng/mg and on day 6 it declined again to 140 ng/mg* PHqEtogesteron© production from 
[^pregnenolone and [^cholesterol followed this hiphasfc pattern aa did the concentration of 
progesterone m peripheral plasma. We attribute initial high progesterone values to stmmlatian 
by exogenous gOtodotrophin ; as time from injection increased, stimulation decreased. Growth 
of luteal tissue produced the second peak on day 4, then regression followed- Since opossum 
ovaries did not incorporate acetate, testes were examined siimlariy. 

Testicular slices Incubated for 3 h incorporated appreciable quantities of [l-i*C]acetato into 
both androstenedione and testosterone, An increase in both ^Jand^tenedione (P < 0-01) 
and pH^estosterona (P < 0-05) production was observed when luteinizing hormone (LH) 
(2/ig/ml) was added to the incubation medium. A second experiment utilized a 2x2 factorial 
design, and showed that pruning animals with HCG for 3 day? before incubation increased 
P 4 dandrostenedione (P <l 0'02) and [^CrffcesfcoBterone < 0-01) predion. Addition of LH 
(2 #g/ml) m vtitG also increased (F < 04)5) both [^androstenediono and [^testosterone 
protoctfon. The i efieot of LH m vitro was the same, regardless of whether animals had been 
primed- Neither HCO fotriwnoxLHwi vtoro kUELuenced the ratio of pHJ] testosterone to [ l4 C]andro- 
stex^ona. The conversion of [^BTIcholeeterol and pH]pregiLBiiolone to pH]androatanadioi» and 
PHJteBtoaterone by incubated testicular slices was also demonstrated. AndrostesuecUone and 
testosterone wore shown by gas obromatography to be present in male peripheral blood. This is 
probabry the first ctmnrmation that these steroids are produced in Didelphis, 

We <sonclude that the ovary of the opossum does not incorporate acetate into steroids, whereas 
the teste does. Morris & Chaifeaff (1959) and Gexson, Shortland <fe Doncldey (1904) suggested 
that cholesterol found in the testis is synthesized tfn whereas Solod, Armstrong & Qreep 
(1D66) have flhown that the ovary obtains cholesterol from circulating- blood. The opossum 
provides unique, direct support for these ideas. 

The work was supported by TJSPHS grant number ED 3043. 
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Preparation of autiaera to luteinizing hormone releasing hormone. By H. M. 

A. Gmrar, S. L. J^FPco&aes* and Diane 1\ Hootx^iro,* Department of Surgery* Uwivzrsily of 
Dwndea> Dundee, DDI 4HN omd ^Depa^m^t of Chemical FcUholcgy, St Th&maa 1 $ fioflp&rf, 

Tor the purpose of raising antibodies to luteinizing hormone a^lcaaing normone (LH-BH) we 
h&v f conjupted the decapeptide to bovine serum albumin (BSA) in order to increase immuno- 
gemimty. This has been accomplished using bis^Kazotiaed benaadene (BDB) and carbodimude. 
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In ^'niHtlg hormone Mdecsnig normon© was conjugated to B§A using BDB Birnflar to the 
method described by B&Eariri & Utiger (1972) far thyrotroph^ releasing hormone (TRm 
OOTjttgatiaa by carbwUSmide was carried out by roactn^g together 3 mg LH-EH, 3 rng ESA and 
10 mg l^thyl*^(3^iniethyl^^ in 0-7fiml water overnight st room 

temperature end dialysmg against distilled water for 48 h and against 015 m-M for. 24 h. 
Immunization was by enxtdaificatioa in Freond's complete adjuvant tod injection »t inultipk 
intradermal .sites in two animals followed by 0*5 ml pertussis vaccine. 

Conjugation by BDB takes plaoo through the histidino and/or tyrosine residues of M-Bb: 
Tb» most likely Bite of canjng&taaa by carbodihnide is through the hydroxy! group of tyrosine 
Xbfi conalusiaa i& supported by oroes-reaction studies { Jefiboate, Holland, Fr&ser & Gnnn, 1974) 
winch demon$te«te the greatest antigenicity at the CO^tewninal end of the molecule This 
method of eolation has been employed most frequently, all eight rabbits and six rats 
immrmWwxfch the conjugate produced antibody which appealed within 6 -weeks. Kve of 
the rabbit ootisera haw been used far radwhrnnraoeeray ofLEWfcH, being of high avidity and 
specificity- Th* rabbit antiseca previously described (Jeffcoate, Teaser, Gunn & KoHaixd, 1973) 
has aa affinity coiiat<«itJ calculated according to the method of S^chaxtl (1949),of 7x 10>I/bqo1. 

The relative innnjportano© of the first two 2^4erminal amino aoidfl immunologically ^as 
demonstrated by the 3^10 octapeptid* showing complete cross-reactivity. Consequently, this 
indicated tile possibility of raising antiwm to the oatapeptide which would crOte-react with 
X^-RH. The avtolabiHty of the o-amino group on the octapspfcide allows it to be readily cob. 
jugated to BSA by oarhodiimide. Fourteen rats have been used to raise anttoera to the 3-10 
octapepfeidfi. All have produced antibody which cross-reacts with LH-KH w vitro. This croa*- 
reactivrfcy waa confirmed by our finding that similar in-vivo effects ocwjut inrats aa described for 
rabbits immtmized -wifch LH-KH (Eraser & Gunn, 1973a, &). Spsciiieity studies with these 
antxsera are at present being carried out. One of these antisera has been need to develop a, highly 
sensitive assay for LH-RH, The usable range of the assay is from 0-1 to 30 pg LH-BH/ttxbe a»d 
the affinity content for this rattoerum is 1*6 x lO^I/moL 

We have demonstrated that flntkera can be readily gensrsried to ISOftH by conjugatian to 
BSA- Those mtisara are highly specific and suitable for radioimmunoassay of IaEUEH allowing 
it to be detected in biological fluids. Tho fragment which would show eross^eaction in biolpgical 
fluids is the^ijoctagcptA4t> whi ehroay occur as a metabolite. These antifiera ar& also being 
used to atudy the action afUK^EJSTBy riaotrahzation in vivo. Our finding* also suggest that the 
nsfc may be a. useful arpeciee for raising antisera for radiobnrnunoasaay. 
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Bfiects of antiserum to luteinizing hortnone releasing hormone during the oestrons 
cycle of the rat- By H. M. DFbasbb and A. Ctorcr. D^wimen* of Surgery, University of 
Dundee, Dtsndae, DDI 4HW 

Wo have demonstrated that antibody to luteinizing hormone releasing* hormo-ne (LH-KH) 
is eSeeiive m nerrfcralizrng LH-EH in immunised rabbitfl and when paseiveV transfbrrcd in the 
rat CFraser & Gumx, 1973a, 6). The antiserum (Jeffcoate, Holland, Eraser & Gunti, 1»74) has 
^ utilized to investigate the role of LH-EH during the rat oeetrooa oyclo by noutealizinS 
i^H-KH at various twnea. ... 

AT i imn . 1f5 studied were normal female Spragu^Dawioy rats maintained •ander' eontrol^ 
h^ang (lights on at 05.00 h and aS at 19,00 h). Only rate showing regular 4-day cycles' were 
used, Under these conditions plasma luteinizing hormone fLH) reaches hisheflt values (over 
1000 ng NIAMD-LH.KPl/ml) between 17.00 and 18.00 h on the afternoon of pro-oestms. 
A group of aaanals were given tail vein injections pf 1-0 jnl antpsermn, under hght ether anaes^ 
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